(C -D) Fau colocalization with mycobacteria phagosome depends on Atg5. Atg5 deficient BMM cells were infected with Alexa 568-labeled BCG and chased for 1 h in complete medium. Cells were then subjected for autophagic induction by starvation for 4 h. Cells were then fixed and stained for Fau. (E -F) IFN-γ enhances Fau colocalization with mycobacterial phagosomes. RAW264.7 cells were infected with Alexa-568 labeled BCG and chased for 1 h in complete media. Cells were then subjected to autophagic induction for 24 h by IFN-γ treatment and then stained for Fau. Data, means ± SEM from at least three independent experiments. At least 50 phagosomes per category per independent experiment were quantified using % BCG-marker colocalization ; **, p < 0.01, relative to control. For Pearson's colocalization coefficient (defined in Experimental Procedures), exact p values are shown and number of phagosomes analyzed in each category indicated. RAW264.7 cells were infected with Alexa-568 labeled BCG and chased for 1 h in complete media. Cells were then subjected to autophagic induction for 24 h by IFN-γ treatment and then stained for ubiquitin. (E) Ubiquitin colocalizes with LC3. RAW264.7 cells were infected with M. tuberculosis BCG at MOI=10 and chased for 1 h in complete medium. Cells were then subjected for autophagic induction by starvation for 4 h. Cells were then fixed and stained for endogenous ubiquitin and LC3. Data, means ± SEM from at least three independent experiments. At least 50 phagosomes per category per independent experiment were quantified using % BCG-marker colocalization; **, p < 0. a) Synthetic peptides termed rpS30-1, rpS30-2, rpS30-3 derived from rps30 used in bactericidal assays. Buffer, control with buffer only (no peptide added). The peptides were synthesized based on unique proteolytic fragments identified by LC-MS/MS in the mixture resulting from rpS30 digestion with cathepsin L. b) Synthetic rpS30 (59 aa) was incubated with or without cathepsin L in digestion buffer (10 mM malonate, pH 5.5) for 16 h at 37 o C. The resulting digests were subjected to nano-flow LC-MS/MS analysis and peptide profiles in samples with and without Cathepin L were compared to identify Cathepsin L-specific proteolytic fragments of rps30. M r (exp), experimentally determined M r . M r (cal), calculated M r based on the rps30 sequence. The rps30 sequence is shown below with locations of rps30-1 (italics), rps30-2 (bold), and rps30-3 (underlined). Rps30 (1-59): KVHGSLARAGKVRGQTPKVAKQEKKKKKTGRAKRRMQYNRRFVNVVPTFGKKKGPNAN S c) The rpS30-1, rpS30-2, and rpS30-3 peptides were synthesized and used in the in vitro killing assay at 100 μM final concentration with H37Rv (10 5 cfu/mL). Peptides were incubated with mycobacteria for 4 d at 37 o C before plating. Data, means ± SEM from three independent experiments. d) ANOVA, relative to Buffer control; n=3.
